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Linker-Primer 
5' CTCGAGTTTTTTTTTTTT 

3' AAAAAAAAAAAA^ 



M-MuLV Reverse Transcriptase 
I 5-methyi dCTP 

I dATP, dGTP, dTTP 

Xho \ CH 3 CH 3 CH 3 CH 3 CH 3 

5' CTCGAGTTTTTTTTTTTT ^^^mA/SS/AsTTZZ^ 3' 
3' AAAAAAAAAAAA fc>. /..fa fa t /. /, ^ < x ,/, ^ M 5' 

RNase H 

iONA Polymerase I 
dNPTs 

Xho] CH 3 CH 3 CH 3 CH 3 CH 3 

5' CTCGAGTTTTTTTTTTTT V^ //;/)>//;;//\/;//;)//;///)//A k V 
3' GAGCTCAAAAAAAAAAAAg 



EcoR I Adaptors 
T4 DNA Ligase 



£coR\ Xho\ C . H 3 CHj CHs CHs CHs £ CoR | 

5' AATTC...CTCGAGTTTTTTTTTTTT ^i^^^^ ... G 3' 



Xho I Restriction 



Xho\ C . H 3 C , H 3 C . H 3 CHs CHs EcoR\ 

5' TCGAGTTTTTTTTTTTT vp ///ft/W ...G 3' 

3' CAAAAAAAAAAAA ka^//W//^/^^^^ ... CTTAA 5' 



LEGEND: 

<^^^SRNA 
CH 3 CH 3 

5-methyl cDNA 



Completed, directional cDNA 



mm/am dna 



Figure 2 
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pPHSacc25 

GGGTTGCCGGGGTTCAGGATGGGCGTTATCTACTCCTAC 
AACGAGAACGTGCTCACTACTGCCAAAAAGTTGACGAG 
ATTTTCATCCATTTCAGCTCCGACGCAGCGCTTGCTCGT 
CGTTATGCTCTCGGACACGCGGTTCACTCAAAAGTTCAT 
CGAGGTAAACAGAGCGAAACTCAAAAGAATGTACGCTG 
CATTCGTGGCGGGGGTTGAAGAAACTCGGCATCCGATG 
CACGGAAAGCAGCGGAGGCTTCTCTATTGTTGGGCCGA 
CATGAGCGGATTGATTCGATCCTACAGCGAAAAAGGAG 
AGCTCGAGCTATGGGACAAGTTGCTAAACATTGCTAAG 
GTAAACGTTACTCCCGGTTCTTGTTGTCATTGTATTGAA 
CCCGGCTACTTTAGCCTCTG 



Figure 3 



3/3 



